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Monday, February 27, 2012 219asensitive to shear, whereas binding partners ankyrin and actin exhibit shear
thresholds in labeling and both the ankyrin-binding membrane protein band
3 and the spectrin-actin stabilizer 4.1R show minimal differential labeling.
Cells from 4.1R-null mice differ significantly from normal in the shearde-
pendent labeling of spectrin, ankyrin, and band 3: Decreased labeling of
spectrin reveals less stress on the mutant network as spectrin dissociates
from actin. Mapping the stress-dependent labeling kinetics of a- and b-spec-
trin by LC-MS/MS identifies Cys in these antiparallel chains that are either
force-enhanced or forceindependent in labeling, with structural analyses indi-
cating the force-enhanced sites are sequestered either in spectrin’s tripleheli-
cal domains or in interactions with actin or ankyrin. Shearsensitive sites
identified comprehensively here in both spectrin and ankyrin appear consistent
with stress relief through forced unfolding followed by cytoskeletal
disruption.
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Anfinsen’s seminal experiments on the refolding of ribonuclease in vitro showed
that the final native structure of a protein is determined by its primary amino acid
sequence. In vivo, a nascent polypeptide chain can start to fold co-translationally,
and the conformations adopted during chain synthesis can be distinct from the
conformations adopted by free, full length chains refolded after dilution from
denaturant. Moreover, altering protein translation rate has been shown to further
affect co-translational protein folding mechanisms. Translation rate can be al-
tered without changing the encoded amino acid sequence by altering synony-
mous codon usage. But common codons are typically translated faster than
rare codons, and clusters of rare codons can cause significant pauses in transla-
tion. Here, we designed and tested a system to investigate the effects of a cluster
of synonymous rare codons on a protein folding mechanism and its final folded
structure. We designed a protein that consists of three half-domains, connected
by flexible linkers. TheN- and C-terminal half-domains compete to interact with
the central half-domain. This protein therefore has the potential to form one of
two mutually exclusive native structures. We altered synonymous codons at
the 5’ end of the sequence encoding the C-terminal half-domain to adjust the
rate at which the C-terminal half-domain appears outside the ribosome exit
tunnel. The presence of rare codons at this location causes the N-terminal
half-domain to pair with the central domain more often than the C-terminal
half-domain. This effect is tunable, based on the rareness of the codons and
the corresponding duration of the translation pause. These results suggest that
Anfinsen’s principle might need to be expanded, to include possible effects of
translation rate on protein structure formation.
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The temperature gradient is present at the surface of living organisms, and also
inside of the bodies. Each cell has to adapt to the change in the temperature over
short and long timescale to precisely perform cellular processes. Ishizaka has
reported that the position of mitotic spindle in grasshopper spermatocyte
shifted under temperature gradient, resulting in unequal cell division (Ishizaka,
S. Dev. Growth Differ. 11, 179–85, 1969). Here we created the temperature
gradient within single HeLa cells in mitosis, and show that the mitotic spindle
is rearranged so that the pole-to-pole axis is to be perpendicular to the gradient.
Our results suggest that one of the key components of this response is the
temperature-dependent polymerization dynamics of microtubule cytoskeleton,
a scaffold of the spindle. Then, we further confirmed that the elongation rate
was increased according to the temperature gradient in the spindle. Due to
this anisotropy in the astral microtubules, these microtubules could produce
pushing and pulling forces such that the pole closer to the heat source can
move down the slope of the temperature until the temperature at this pole is
equal to that at another.1107-Plat
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Cytokinesis in animals and fungi involves constriction of an actomyosin contrac-
tile ring, but the constriction mechanisms and the role of the ring are not estab-
lished. The constriction rate could be determined only by the properties and
internal dynamics of the ring itself (a ‘‘dynamically autonomous’’ mechanism)
as suggested by recent experiments on C. elegans embryos. Alternatively, the
ring constriction rate could be set by coupled processes that occur simulta-
neously with constriction (a ‘‘dynamically coupled’’ mechanism). In fission
yeast constriction occurs simultaneously with septation, the poorly understood
process of cell wall growth in the wake of the constricting ring. To isolate the
ring constriction mechanism, we combined mathematical modeling with exper-
iments on fission yeast protoplasts which lack cell wall and adopt a rounded
shape. Protoplasts assembled functional contractile rings that constricted with-
out septation by sliding along the plasma membrane without dividing the cell.
Because we couldmanipulate the shapes of protoplast cells, we could test the in-
fluence of cell shape on ring constriction dynamics and distinguish between dy-
namically autonomous and dynamically coupled constriction dynamics. In
compressed protoplasts that had a partially flattened shape, contractile rings
adopted characteristic bent shapes during constriction that were in remarkably
close quantitative and parameter-free agreement with a mathematical model
that assumed the ring produces tension but its constriction rate is set by the slid-
ing of ring anchors in the membrane. Thus, ring constriction in fission yeast pro-
toplasts is dynamically coupled: the ring does not set its own constriction rate.
Dynamically autonomous models could not reproduce our experimental obser-
vations. Our results suggest that in normal yeast cells the constriction rate is de-
termined by the septum growth rate or other coupled process and the role of the
ring could be to exert tension on the septum to regulate its growth.
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In actin-based crawling motility, cells continuously build, reorganize, and dis-
assemble an actin network in a process driven jointly by biochemical reactions
and mechanical work. A thorough understanding of how forces produced by ac-
tin and myosin contribute to whole-cell movement will thus require detailed
knowledge of the material properties of the cytoskeletal network at the relevant
spatial and temporal scales (micrometer-scale deformations over tens of sec-
onds to minutes). Measurements of mechanical properties have largely been
limited to microscopic strains, whole-cell bulk measurements, or reconstituted
gels that do not fully capture the cellular cytoskeletal organization.
We have therefore sought to characterize the deformation of actin networks
driven from motile cells under large (up to several hundred percent) applied
strains. Using detergent-extracted cytoskeletons from fish epithelial kerato-
cytes, we have applied arbitrary strains to the actin network between the cell
body at the rear of the cell and the native adhesions in the lamellipodial (front)
region of the cell, using a glass needle. Deformations through the cell body
propagated through a significant portion of the lamellipodium, in some cases
reaching the leading edge, indicating good mechanical linkage between the
cell body and the lamellipodium. The lamellipodial actin network is surpris-
ingly flexible and exhibits strain hardening. At rates of deformation comparable
to the speeds of live, crawling cells, the network exhibited significantly elastic
behavior, suggesting that elastic forces might contribute to the myosin-driven
reorganization of the actin network in the rear of the cell. These results will
help refine current physical models for crawling cell motility.
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Cell migration is a vital process in which cells undergo directed movement to
particular locations. However, the molecular mechanisms that coordinate this
process are still poorly understood. Here, two techniques are used in tandem
